Immunogenic cell death (ICD)-associated immunogenicity can be evoked through reactive oxygen species (ROS) produced via endoplasmic reticulum (ER) stress. In this study, we generate a double ER-targeting strategy to realize photodynamic therapy (PDT) photothermal therapy (PTT) immunotherapy. This nanosystem consists of ER-targeting pardaxin (FAL) peptides modified-, indocyanine green (ICG) conjugated-hollow gold nanospheres (FAL-ICG-HAuNS), together with an oxygen-delivering hemoglobin (Hb) liposome (FAL-Hb lipo), designed to reverse hypoxia. Compared with non-targeting nanosystems, the ER-targeting naosystem induces robust ER stress and calreticulin (CRT) exposure on the cell surface under near-infrared (NIR) light irradiation. CRT, a marker for ICD, acts as an 'eat me' signal to stimulate the antigen presenting function of dendritic cells. As a result, a series of immunological responses are activated, including CD8 + T cell proliferation and cytotoxic cytokine secretion. In conclusion, ER-targeting PDT-PTT promoted ICD-associated immunotherapy through direct ROS-based ER stress and exhibited enhanced anti-tumour efficacy.
S olid tumors maintain an immune-dysfunctional microenvironment by displaying low immunogenicity, secreting immunosuppressive cytokines, and dying through tolerogenic pathways 1, 2 . Various therapy modalities such as chemotherapy 3 , radiotherapy 4 , and (PDT) 5 have been applied to induce immunogenic cell death (ICD). Damage-associated molecular patterns (DAMPs) such as calreticulin (CRT), heat shock proteins (HSP70 and HSP90), and high mobility group box 1 (HMGB1) could be induced after ICD [6] [7] [8] . These danger signals activate the host immune system against cancer by stimulating antigen presentation of dendritic cells (DCs) and proliferation of cytotoxic T lymphocyte (CD8 + T cells) [6] [7] [8] .
Endoplasmic reticulum (ER), where CRT locates, plays a crucial role in the maintenance of intracellular signal transduction, calcium homeostasis, protein synthesis, and processing 9 . ER stress and reactive oxygen species (ROS) production are essential for activating intracellular signaling pathways that govern ICD 10, 11 . Although certain chemotherapeutic agents (e.g., doxorubicin and mitoxantrone) and radiotherapy can induce secondary or collateral ER stress effects 7, 10, 12, 13 , it is more effective to promote ICD-associated immunogenicity through ER-directed and ROSbased ER stress 7, 10, 12, 13 . It has been reported that hypericininduced PDT can produce high ROS level in ER by ER-targeted accumulation of the photosensitizer 13, 14 , thus causing strong ICD. However, most photosensitizers do not have the ability to accumulate into ER (e.g., indocyanine green (ICG), mainly distributing in the cytoplasm after cellular internalization 15 ), which limits the occurrence of strong ICD under illumination. Thus ERlocalized PDT might fit the criterion of primary ER-directed ROS production, presenting a therapeutic modality for ICD-associated immunotherapy.
One drawback with PDT is its oxygen-consuming process 16 . Low oxygen levels, in turn, severely limit production of ROS in PDT, thus weakening ROS-based ER stress and ICD effects 17 .
Here we constructed a combined PTT/PDT nanosystem by conjugating ICG on hollow gold nanospheres (HAuNS), which was further modified by FAL peptides to endow it the ERtargeting ability. Hemoglobin (Hb) , an efficient and safe oxygen carrier that releases oxygen under hypoxia 18, 19 , was encapsulated in FAL-modified liposomes to act as an assist of PDT. The obtained FAL-ICG-HAuNS and FAL-Hb-lipo both displayed ERspecific accumulation after cell internalization and increased intracellular stability by avoiding the enzymes in lysosomes. NIR light (808 nm) mediated PTT/PDT in ER under sufficient oxygen supply induced robust ROS-based ER stress, characterized by upregulation of CHOP (C/EBP-homologous protein-10; an ER apoptotic protein). Subsequently, the specific ER stress led to effective ER-to-cell surface translocation of CRT, which was indicative of ICD 20 . CRT exposure acted as an "eat me" signal, stimulating naive DCs to mature and inducing enhanced immune responses. Prominent inhibition of tumor growth and prolonged animal survival were achieved as a result of synchronous ERtargeting PTT/PDT/immunotherapy. Thus we have built double "ER missiles", which could be used not only for PTT/PDT but also for ICD-associated cancer immunotherapy through induction of specific ER stress under the control of near infrared (NIR) light.
Results
Characterization of four types of nanospheres. As an excellent photothermal reagent in the NIR region, HAuNS displayed a maximum absorption peak around 780-800 nm ( Supplementary  Fig. 1 ). To enable ER targeting of ICG-HAuNS, a peptide named FAL was conjugated to the particle using NH 2 -PEG-TA as a linker. 1 H nuclear magnetic resonance was performed to verify the chemical structures of different compounds. The characteristic peak of -COOH on thioctic acid (TA) at about 12.0 ppm disappeared, while the peaks of PEG and FAL appeared in the spectrum of FAL-PEG-HAuNS ( Supplementary Fig. 2 ). The results indicated successful conjugation of FAL-PEG-TA onto HAuNS. Both ICG-HAuNS and FAL-ICG-HAuNS presented with a membrane structure outside the hollow gold shell as observed by transmission electron microscopy (TEM; Fig. 1a ). The hydrated particle sizes of ICG-HAuNS and FAL-ICG-HAuNS were 122 ± 6.5 and 151 ± 4.6 nm, respectively, as measured by dynamic light scattering. The absorption peaks of ICG had a red shift to around 890 nm after the chemical conjugation with HAuNS ( Fig. 1b) . ICG contents in ICG-HAuNS and FAL-ICG-HAuNS were 50.5 ± 3.7% and 49.3 ± 6.1%, respectively.
As presented in the TEM images, both Hb-lipo and FAL-Hblipo displayed a spherical structure with homogeneous lipid bilayer (Fig. 1c) , and the particle sizes were 153.2 ± 7.8 and 160.5 ± 6.6 nm, respectively. In addition, Hb had an absorption peak at about 400 nm as scanned by an ultraviolet-visible (UV-vis) spectrophotometer (Fig. 1d ). The Hb contents of Hb-lipo and FAL-Hb-lipo were determined to be 64.6 ± 5% and 60.8 ± 7.8%, respectively.
Subcellular localization and cell internalization.
To evaluate ER-targeting ability mediated by FAL peptides, lysosomes and ER were stained, respectively, and subcellular localization of ICG-HAuNS, FAL-ICG-HAuNS, Hb-lipo, or FAL-Hb-lipo was examined under normoxia and hypoxia conditions. As shown in Fig. 2a-d , ICG-HAuNS and Hb-lipo were mostly co-localized with lysosomes regardless of the culture condition. However, the fluorescent FAL-ICG-HAuNS and FAL-Hb-lipo particles aligned with ER instead of lysosomes, which should be attributed to the special affinity between FAL peptides and ER.
Cell internalization of particles was studied by detecting ICG or DiD fluorescence inside the cancer cells. Uptake rate of ICG-HAuNS was slightly higher than that of Hb-lipo, especially at 24 h ( Supplementary Fig. 3 ). The intracellular fluorescence of FAL-ICG-HAuNS and FAL-Hb-lipo was stronger than that of ICG-HAuNS and Hb-lipo, respectively. A possible explanation was that the ER-targeting nanospheres, which could escape from the influence of various hydrolytic enzymes in the lysosomes, had a better intracellular stability. The amount of ICG-HAuNS in CT-26 cells decreased about 60% at 24 h, while 62.6% FAL-ICG-HAuNS could still be detected under the same circumstance ( Supplementary Fig. 4 ). The high stability of FAL-modified nanospheres was a prerequisite for subsequent antitumor effect.
ROS generation and antitumor effect in vitro.
To determine whether Hb-lipo could be used as a PDT adjuvant, single oxygen species ( 1 O 2 )-producing capability under normal and hypoxia conditions was first evaluated by detecting changes in fluorescence from Singlet Oxygen Sensor Green (SOSG). When exposed to the same laser irradiation, ICG-HAuNS induced a significant SOSG fluorescence enhancement. With the help of oxygendelivering Hb-lipo, the amount of 1 O 2 could be further elevated ( Fig. 3a ). In addition, 1 O 2 generation was completely inhibited under hypoxia except in the ICG-HAuNS plus Hb-lipo group (Fig. 3b ). The oxygen-carrying Hb-lipo was able to promote 1 O 2 production even in the hypoxia environment. The results revealed that PDT was an oxygen-consuming procedure, and it could be maintained at a high efficiency only if there was sufficient oxygen supply.
Intracellular ROS generation was further evaluated in CT-26 cells using the 2′,7′-dichlorodihydrofluorescein diacetate (DCFH-DA) probe. Owing to the excellent intracellular stability ( Supplementary Fig. 4 ), FAL-ICG-HAuNS induced higher ROS level than free ICG or ICG-HAuNS. Adding oxygen-delivering Hb-lipo enabled ICG-HAuNS to produce an enhanced level of ROS. Moreover, ROS production further increased when ICG-HAuNS and Hb-lipo were simultaneously imported into ER by FAL peptide ( Supplementary Fig. 5a , b).
To investigate antitumor effect from the combined ERtargeting and oxygen-delivering nanosystem, phototoxicity of different drugs was evaluated with the 3-(4,5-dimethy lthiazol-2yl)-2,5-diphenyltetra-zolium bromide (MTT) assay under normoxia or hypoxia. ICG-HAuNS induced more cell death than free ICG or HAuNS owing to the synchronous photothermal and photodynamic effect triggered by NIR light with the ICG concentration of 25 μg/mL under normoxia ( Fig. 3c, d ). Cytotoxicity from free ICG, HAuNS, and ICG-HAuNS decreased by about 20% under hypoxia. However, the ICG-HAuNS plus Hb-lipo group (Fig. 3c, d ) still caused about 46% cell death with the ICG concentration of 25 μg/mL under hypoxia. The results indicated that the oxygen supplied by Hb played an important role in antitumor effect. Furthermore, FAL-ICG-HAuNS plus FAL-Hb-lipo showed more efficient cell killing than FAL-ICG-HAuNS plus Hb-lipo with the ICG concentration of 25 μg/mL ( Fig. 3c, d) , possibly due to the severe PTT/PDT effect from sufficient oxygen supply in ER. Surprisingly, when ICG concentration was at 25 μg/mL, cell survival in the FAL-ICG-HAuNS treatment group increased to 92.7% under hypoxia comparing to 71.8% under normoxia, while there was no change in cytotoxicity between hypoxia and normoxia conditions from the FAL-ICG-HAuNS plus Hb-lipo and FAL-ICG-HAuNS plus FAL-Hb-lipo treatment groups ( Fig. 3c, d) . A plausible explanation was that ER-targeting FAL-ICG-HAuNS induced intense ER stress, which could easily cause cell apoptosis with abundant oxygen supply. In addition, as a drug-delivering system with great biocompatibility, Hb-lipo and FAL-Hb-lipo showed little cytotoxicity.
Specific ER stress and CRT exposure. ICD is a cell death mechanism characterized by upregulation of various DAMPs. Several studies have demonstrated a close relationship between ROS, ER stress, and ICD 10, 21, 22 . ICD-associated immunogenicity induced by direct ROS-based ER stress is more effective than secondary or collateral ER stress effects.
To further investigate specific ER stress induced by the FAL-ICG-HAuNS plus FAL-Hb-lipo, we applied western blot to examine cell apoptosis mechanism. CHOP is a pro-apoptotic protein overexpressed after ER stress 23, 24 . Treatment of cells with free ICG, ICG-HAuNS, or ICG-HAuNS plus Hb-lipo followed by laser exposure had little effect CHOP activation ( Fig. 4a, b ). In contrast, FAL-ICG-HAuNS and FAL-ICG-HAuNS plus FAL-Hblipo caused a remarkable upregulation of CHOP proteins under laser irradiation, indicating that ER-targeting PDT could cause a more severe ER stress and ER-related cell apoptosis than nontargeting PDT. Caspase-3, a mitochondria-apoptotic protein, was activated in all the treatment groups, and FAL-ICG-HAuNS plus FAL-Hb-lipo induced the highest level of cleaved-caspase 3 ( Fig. 4a, b ). The results demonstrate that there was a crosstalk between ER stress and mitochondria and ER stress was capable of inducing mitochondria-related cell death.
Translocation of CRT from ER to cell surface is an indicator of ER stress response and a signal for ICD. We measured the amount of membrane-associated CRT and total amount of CRT in cells. CRT exposure on membrane was closely related to the intracellular localization of particles and the laser power ( Fig. 4c,  d ). ER-targeting FAL-ICG-HAuNS induced a significant CRT exposure (ecto-CRT) compared with non-targeting ICG-HAuNS under the laser density of 1 W/cm 2 . In comparison, total amount of CRT protein remained constant regardless of laser treatment ( Fig. 4e, f) . The results demonstrated that the ER-targeting PDT could effectively promote CRT translocation.
To further study the role of ROS in ER stress induced by FAL-ICG-HAuNS, we employed Vitamin E (VE) as an ROS scavenger 25 . Similar to oxaliplatin treatment, FAL-ICG-HAuNS and FAL-ICG-HAuNS plus FAL-Hb-lipo treatment groups after laser irradiation showed a high level of CRT signal, while the other groups exhibited low CRT exposure ( Fig. 4g , Supplementary Fig. 6 ). A plausible explanation was that ER-targeting ROS production under light treatment led to an increased level of ER stress response. As a result, the ER-located CRT trafficked to the cell surface. As a control, FAL-ICG-HAuNS plus FAL-Hb-lipo without laser treatment did not show obvious surface CRT level, indicating that ER stress could only be activated by NIR light- ARTICLE also found that large amounts of Hb-lipo and FAL-Hb-lipo accumulated in the liver and spleen due to the recognition of reticuloendothelial system ( Supplementary Fig. 7 ). Tumor growth inhibition effect was also investigated. As displayed in Fig. 5b , CT-26 tumors grew rapidly in the saline group, in which the tumor size reached about 1000 mm 3 after 12 days. ICG-HAuNS and FAL-ICG-HAuNS treatments had limited antitumor effect. Although NIR light-triggered PTT/PDT was able to inhibit tumor growth to a certain extent, tumors in these two groups still grew to about 1300 mm 3 on day 20, which 
probably resulted from oxygen depletion after repeated PDT. Under the assist of Hb-lipo, ICG-HAuNS showed a slower tumor growth tendency thanks to the additionally provided oxygen. Moreover, the ER-targeting FAL-ICG-HAuNS plus FAL-Hb-lipo treatment exhibited a significantly enhanced antitumor effect under laser activation. Tumors in this group did not show significant growth in the first 12 days, which could be attributed to the intense ER stress via the ER-targeted PTT/PDT under sufficient oxygen supply. As a result, treatment with FAL-ICG-HAuNS plus FAL-Hb-lipo extended life span of the mice, and ARTICLE 40% mice lived through 60 days. In contrast, all the mice in the other four groups died within 30 days ( Fig. 5c ). Hematoxylin and eosin (H&E) and Ki-67 staining revealed severe damage to tumor tissue and low proliferation rate of tumor cell growth in the FAL-ICG-HAuNS plus FAL-Hb-lipo group (Fig. 5d ). In addition, body weight of mice experienced a fluctuation except the FAL-ICG-HAuNS plus FAL-Hb-lipo group ( Supplementary Fig. 8a ). No obvious tissue damage was found in the H&E-stained pictures of the major organs ( Supplementary Fig. 8b ), demonstrating excellent biocompatibility of the combined therapy system. ICD induced by specific ER stress in CT-26 tumor model. We analyzed the levels of cell apoptosis markers in order to understand enhanced antitumor effect of ER-targeting FAL-ICG-HAuNS/FAL-Hb-lipo therapy. Comparing to non-targeting ICG-HAuNS and ICG-HAuNS plus Hb-lipo, FAL-ICG-HAuNS and FAL-ICG-HAuNS plus FAL-Hb-lipo under NIR light treatment caused significant overexpression of the CHOP protein. In addition, we detected cleaved caspase-3 in all the treatment groups ( Fig. 6a, b) . The data demonstrated that ER-targeting PDT/PTT could significantly cause ER stress and ER-related cell apoptosis and simultaneously induce mitochondria-based cell apoptosis indirectly.
Since ER stress was one of the crucial ICD inducers, the membrane expression of CRT mediated by ER stress was determined. As expected, the ER-located FAL-ICG-HAuNS was able to trigger more CRT exposed on the cell surface compared with the lysosome-located ICG-HAuNS. In addition, thanks to the simultaneously provided oxygen in the ER, FAL-Hb-lipo considerably increased the CRT expression caused by FAL-ICG-HAuNS (Fig. 6c ), which could be attributed to the severe ER stress (Fig. 6a ).
CRT acts as an "eat me" signal by binding to the surface maker CD91 on DCs, stimulating them to grow into matured DCs, which could present the tumor antigens to T cells for activating subsequent immune responses 26, 27 . Therefore, we assessed DC maturation after different treatments by analyzing major histocompatibility complex (MHC) I + and, MHC II + DCs using flow cytometry. MHC I and MHC II are considered as the most important complex in antigen binding inside DCs 28, 29 . In lymph nodes, which are the main organs for DC maturation, the MHC I + /MHC II + DCs jumped to 61.6% in the FAL compared to 10.9% in the saline group (Fig. 6d ). FAL-ICG-HAuNS alone also induced activation in 33.2% DCs. Moreover, FAL-ICG-HAuNS, with the assist of FAL-Hb-lipo, caused 33.1% DC maturation in the tumors due to the massive CRT exposure, a level much higher than that in the other four groups. The results indicated that, compared with non-targeting nanosystems, ER-targeting FAL-ICG-HAuNS plus FAL-Hb-lipo was capable of triggering direct ROS-based ER stress, leading to increased CRT exposure and DC activation under NIR laser irradiation.
Antigen presentation to T cells by matured DCs activates the adaptive immune responses, which is characterized by the formation of cytotoxicity T lymphocyte (CD8 + T cells) against cancer cells 30 . As displayed by immunofluorescent staining of spleen tissue slices, amount of CD8 + T cells increased in the FAL-ICG-HAuNS plus FAL-Hb-lipo group compared to the other four groups, indicating a stronger immune response after ER-targeting therapy ( Supplementary Figs. 9 and 10 ). More CD8 + T cells were recruited into the tumors in the group and CD4 + T cells (mostly regulatory T cells (Tregs), as the immune-inhibiting cells) were reduced ( Fig. 6e, Supplementary Figs. 10 and 11) .
Cytokines secreted by lymphocytes in blood circulation was further detected using the enzyme-linked immunosorbent assay (ELISA). As displayed in Supplementary Fig. 12 , tumor necrosis factor (TNF)-α and interferon (IFN)-γ increased in the FAL-ICG-HAuNS alone and FAL-ICG-HAuNS plus FAL-Hb-lipo groups. Their levels showed almost no changes after treatment with ICG-HAuNS, even under the help of Hb-lipo, which was the result of a weak ER stress ( Figs. 4a and 6a ), little CRT expression (Figs. 4c and 6c), and low level of matured DCs (Fig. 6d) . These results illustrated that the ICD caused by ER-targeting PDT/PTT was capable of increasing DC maturation, CD8 + T cell proliferation, and cytotoxic cytokine production. The closely linked specific ER stress-ICD (CRT exposure)-DC maturation-immune activation led to the striking antitumor effect caused by ER-targeting FAL-ICG-HAuNS plus FAL-Hb-lipo group under laser mediation (Fig. 5b, c) .
Relief of tumor hypoxia microenvironment. Since Hb functions as an oxygen carrier, which could release oxygen to a hypoxic microenvironment, it was applied as an adjuvant to relieve the hypoxia status after PDT 18, 19 . It was obvious that the hypoxia conditions became worse after FAL-ICG-HAuNS plus laser treatments, which possibly resulted from oxygen consumption of PDT ( Fig. 7a, b) . In contrast, the hypoxia tumor microenvironment was relieved after the introduction of Hb-lipo or FAL-Hblipo. In addition, Hb could supply oxygen to meet the need after repeated PDT (Fig. 5b) .
Antitumor efficacy in B16 tumor model. Comparing to CT-26 tumor, which is relatively more sensitive to multiple therapeutic strategies, B16 is a more resistant tumor model. FAL-HAuNS (PTT alone) and chemotherapy group were added as controls. Antitumor effect was evaluated for 8 days since tumor volume in the saline control group had exceeded 1500 mm 3 (i.e., meeting the euthanasia endpoint). As shown in Fig. 8a , c, FAL-ICG-HAuNS plus FAL-Hb-lipo group presented significantly stronger antitumor efficacy than the other groups (including non-ER-targeting PTT/PDT, PTT alone, chemotherapy), owing to the specific ROSbased ER stress under sufficient oxygen supply. Histology and proliferation assay revealed the highest cancer cell destruction and lowest proliferative activity in the FAL-ICG-HAuNS plus FAL-Hb-lipo group (Fig. 8d ). There was no obvious body weight change or histological lesions in major organs, suggesting that these nanoparticles had a low systemic toxicity profile ( Fig. 8b and Supplementary Fig. 13 ).
ICD induced by specific ER stress in B16 tumor model. Immune response was further investigated in mice with B16 tumors after multiple drug treatments. As shown in Fig. 9a , comparing to the non-ER-targeting groups, ER-targeting FAL-ICG-HAuNS plus FAL-Hb-lipo showed increased level of ecto-CRT, a marker of ICD 13 . The danger signal acted as an "eat me" signal 13, 14, 31 , which efficiently promoted DC maturation (CD11c + /CD80 + /CD86 + ) (Fig. 9b, c) . Matured DCs could exhibit immunogenic functional stimulation (NO high /IL-10 absent / IL6 high /IL1β high ) 13, 14 , which was further evaluated. As shown in Fig. 9d , interleukin (IL)-6 in tumors stimulated by matured DCs significantly increased in the FAL-ICG-HAuNS plus FAL-Hblipo group. It should be noted that IL-10 obviously decreased in ER-targeting PDT/PTT groups. DC-derived IL-10 is uniquely absent for ER-targeting PDT/PTT-induced ICD but not for chemotherapy-mediated ICD 13, 21 .
Mature immunogenic DCs elicited by ER-targeting PDT/PTTinduced ICD further stimulate adaptive immune responses, including CD4 + and CD8 + T cell proliferation and cytotoxic cytokine (such as TNF-α and IFN-γ) production 13, 14, 32 . As displayed in Supplementary Fig. 14 C3  C4  C3  C4   C1  C2  C1  C2  C1  C2  C1  C2   C1  C2   C3  C4   C3  C4  C3  C4  C3  C4   C3  C4  C3  C4  C3  C4  C3  C4   C1  C2  C1  C2  C1 C2 C1 C2 
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Hb-lipo group. In addition, infiltration of CD3 + T cells in tumor tissue elevated to 36.5% ( Supplementary Fig. 15 ). The levels of CD8 + T cells, IFN-γ, and Foxp3 + cells in tumors were further evaluated with immunofluorescent staining (Fig. 9a ). Enhanced fluorescent intensity of CD8 + and IFN-γ indicated a strong antitumor immune activity. Furthermore, the amount of immunosuppressive cells such as Treg cells (Foxp3 + cells) decreased in the ER-targeting PDT/PTT groups. The treatments induced an obvious increase in cytotoxic cytokine (TNF-α and IFN-γ) levels in tumor tissues (Fig. 9d) . In order to investigate populations of Comp-PE-A 0 10 2 10 3 10 4 10 5
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Comp-APC-A ARTICLE lipo group were both higher than the other two groups, suggesting activation of CD8 + T cells.
In order to investigate the contribution of immune system to the antitumor effect of ER-targeting PDT/PTT, CD4 + or CD8 + T cells were depleted in vivo with antibodies. Depletion of either CD4 + or CD8 + T cells abrogated the antitumoral effects of FAL-ICG-HAuNS plus FAL-Hb-lipo. However, compared to the saline group, FAL-ICG-HAuNS plus FAL-Hb-lipo still presented the ability of tumor growth suppression (Fig. 9f ). As shown in Fig. 9g , it could be concluded that the CD4 + or CD8 + T cells were successfully depleted. No obvious body weight change was observed in the whole treatment process ( Supplementary Fig. 16 ). The results indicated that immune system played an important role in the antitumor effect. ICD induced by specific ER stress and the PDT/PTT-mediated cell damage worked together to exhibit a strong tumor inhibition effect.
Discussion
Induction of ICD presents a therapeutic modality for cancer treatment, which is attributed to its ability of allowing the immune system to eradicate cancer cells through a "bystander effect" 33, 34 . Since severe and focused ER stress is essential for ICD, most chemotherapy, radiotherapy, and non-targeting PDT are unable to induce effective ICD owing to secondary or collateral ER stress effects 35, 36 . Thus there is a need for an ICD inducer capable of triggering ER stress directly and effectively.
Combined PDT/PTT have been extensively studied by researchers to establish effective nanotherapeutics under light irradiation with a suitable wavelength 37 . Although this strategy showed extremely stronger tumor growth inhibition effect over monotherapy, aggravated tumor hypoxia level after PDT might prevent tumor elimination 16 .
The ER-targeting and hypoxia-reverse nanosystem presented in this study combines FAL peptide-modified PTT/PDT nanosphere (FAL-ICG-HAuNS) with oxygen-delivering liposome (FAL-Hb-lipo). Our previous studies have demonstrated uneven distribution of gold nanospheres in tumors after intravenous (i.v.) injection, which will limit the efficacy from subsequent PDT 38 . Consequently, multiple doses and laser irradiations were performed in our previous 39 and current studies to reduce heterogeneity of PDT in the tumor. We demonstrated that the double "ER missiles" (FAL-ICG-HAuNS and FAL-Hb-lipo) was prone to accumulate in ER, while the non-targeting ICG-HAuNS and Hblipo were transited to the lysosomes after cellular internalization (Fig. 2) . FAL-Hb-lipo exhibited the ability to release previously loaded molecular oxygen, which enabled sustained ROS generation in PDT under hypoxia (Fig. 3b ). Cytotoxicity from PTT/PDT decreased once oxygen level was low without the oxygen-carrying Hb-lipo ( Fig. 3c, d) . ER-targeting FAL-ICG-HAuNS showed a stronger cell-killing ability than the non-targeting ICG-HAuNS. Furthermore, cell viability decreased by 16.9% when FAL-ICG-HAuNS was co-administrated with FAL-Hb-lipo compared to that with Hb-lipo at the ICG concentration of 25 μg/mL under hypoxia (Fig. 3c, d) .
ER-localized ROS generation mediated by FAL-ICG-HAuNS could cause severe ER stress, as demonstrated by overexpression of the proapoptotic protein CHOP, a marker of ER apoptosis 24 . CHOP level further increased in the presence of FAL-Hb-lipo ( Figs. 4a and 6a ). Our ER-targeting nanosystem could be used as an effective ICD inducer owing to the specific ROS-based ER stress, which is one of the prerequisite for ICD. Moreover, severe ER stress and ER membrane disruption after PDT might lead to leakage of Ca 2+ , which then induces mitochondria-related cell apoptosis 40, 41 . This was demonstrated by the increased level of cleaved caspase-3 ( Figs. 4b and 6b ). This phenomenon revealed that photodamage of PDT in ER could be spread to other subcellular locations, leading to a stronger antitumor effect.
Various strategies have been developed to address the immunesuppressive microenvironment in malignant tumors, such as with immune checkpoint blockade antibodies targeting PD-1, PD-L1, and CTLA-4 2, 42 . In this study, DCs were activated after induction of ICD. ER stress induced activation of the downstream PERK (protein kinase RNA-like ER kinase) 43 . The subsequent phosphorylation of eIF2α (eukaryotic translation initiation factor 2α) was the key for ICD 44 . CRT in ER lumen was transferred to Golgi apparatus, followed by exocytosis of CRT-containing vesicles to the cell surface resulting in ICD induction. As we observed in Figs. 4c-f, 6c, and 9a, CRT level was significantly elevated on the cell membrane after laser-activated ER-targeting nanosystem treatments comparing to non-targeting ones. As shown in Fig. 4g , CRT exposure decreased in the presence of antioxidants, indicating that ROS-based ER-stress was crucial for inducing ICD. The distinct DC maturation and corresponding immunogenic functional stimulation (IL6 high /IL10 absent ) in both lymph nodes and tumors verified ICD (Figs. 6d and 9b-d ).
HAuNS and liposomes were able to specifically deliver drugs to tumor sites through their enhanced penetration and retention effect (Fig. 5a ). With the help of FAL-Hb-lipo, FAL-ICG-HAuNS displayed a significant tumor inhibition effect and an improved survival profile in murine models of CT-26 and B16 tumors Supplementary Fig. 14) , suggesting a robust immune response. In the mean time, the amount of Treg cells decreased (Fig. 9a, e) , indicating that the immunosuppressive microenvironment was improved by ER-targeting PDT/PTT. This should be attributed to ICD-mediated immunotherapy under a specific ER stress, which could effectively stimulate the hosts' immune system against cancer. In addition, depletion of CD4 or CD8 T cells abrogated antitumoral effects from FAL-ICG-HAuNS plus FAL-Hb-lipo, which indicated that the immune system played an important Fig. 9 Immunogenic cell death induced by specific endoplasmic reticulum stress in B16 tumor model. a Immunofluorescent staining of calreticulin expression, CD8 + T cells, interferon (IFN)-γ, or Foxp3 + T cells in tumor sections at the end of the treatments. Scale bars, 50 μm. b Dendritic cells (DCs) maturation in lymph nodes analyzed with flow cytometry, n = 6. c Quantification of mature DCs based on the results in b, n = 6. d IFN-γ, tumor necrosis factor-α, interleukin (IL)-6, and IL-10 levels in tumor detected with the enzyme-linked immunosorbent assay, n = 6. e Representative flow cytometric plots of regulatory T cells (CD3 + /CD4 + /Foxp3 + ) and activated CD8 + T cells (CD3 + /CD8 + /CD44 + or CD3 + /CD8 + /INF-γ) in the spleens after various treatments. f The growth curves of B16 tumors after treatment with saline or FAL-ICG-HAuNS plus FAL-Hb-lipo (ICG: 0.5 mg/kg, HAuNS: 1 mg/kg, Hb: 20 mg/kg per injection). FAL-ICG-HAuNS was injected on days 0, 2, and 4. FAL-Hb-lipo was injected on days 1, 3, and 5. Tumors (except the chemotherapy group) were exposed to laser irradiation (1 W/cm 2 , 2 min) on days 1, 3, and 5. As for CD4 or CD8 depletion group, either CD4 + or CD8 + T cells were depleted in vivo with anti-CD8 or anti-CD4 antibody (intraperitoneal, 100 μg/mice per injection on days −3, 0, 2, and 4), n = 6. g Representative flow cytometric plots of CD8 + and CD4 + T cell populations in the spleen after depletion. All data were analyzed with one-way analysis of variance test (*P ≤ 0.05; **P ≤ 0.01). All error bars are expressed as ±SD role on the antitumor effect ( Fig. 9f, g) . Furthermore, the tumor hypoxia microenvironment was greatly reversed thanks to the adjuvant oxygen supply (Fig. 7) , which could be administered whenever needed.
Taken together, this study illustrated the concatenation of direct ROS-based ER stress-CRT exposure-DC maturation-immune activation (Fig. 10 ). The double "ER missiles" (FAL-ICG-HAuNS and FAL-Hb-lipo) proved to be a controllable cancer PTT/PDT/ immunotherapy nanosystem mediated by NIR light.
Methods
Synthesis of FAL-PEG 2000 -TA. NH 2 -PEG-TA was synthesized through the dehydration reaction between NH 2 -PEG-NH 2 and TA. First, TA, Dicyclohexylcarbodiimide (DCC), and NHS (mol ratio 1:5:10) were dissolved in DMF and stirred for 2 h at 60°C to activate the carboxyl groups on TA. Then certain amount of NH 2 -PEG-NH 2 was added (NH 2 -PEG-NH 2 :TA = 1:2, mol/mol) and the stirring To verify the potential of Hb-lipo and FAL-Hb-lipo to act as adjuvant treatments in PDT, biodistribution was investigated with subcutaneous CT-26 tumor models. Mice bearing 100 mm 3 tumors were i.v. injected with ICG-HAuNS (ICG: 4 mg/kg; HAuNS: 8 mg/kg), FAL-ICG-HAuNS (ICG: 4 mg/kg; HAuNS: 8 mg/kg), DiD@Hblipo (Hb: 20 mg/kg), or DiD@FAL-Hb-lipo (Hb: 20 mg/kg). The mice were imaged with an in vivo imaging system (MK50101-EX, CRI Inc., Woburn, MA) at 2, 6, 12, 24, and 24 h, respectively (for ICG, Ex: 735 nm; for DiD, Ex: 649 nm). They were sacrificed 48 h postinjection and the major organs were imaged.
Flow cytometric assay-mouse. Mice were sacrificed, and the tumors, spleens, and lymph nodes were isolated and minced using surgical scissors. Tissues were digested with Collagenase II and then passed through a 40-mm filter. After three rounds of PBS washes, single-cell suspensions were harvested and then subjected to fluorescein-conjugated staining. For intracellular staining (such as IFN-γ and Foxp3), samples were incubated with the penetration buffer in BD Cytofix/Cytoperm Kit followed by incubation with antibodies according to the manufacturer's protocols. The preliminary FSC/SSC gates of the starting cell population were set based on the size of lymphocytes. All samples were subject to flow cytometry (BD Fortessa, Becton Dickinson Company, MA) and analyzed with the FlowJo software.
Antitumor effect and immune responses in CT-26 tumor model. Balb/c mice bearing 50 mm 3 CT-26 tumors were randomly divided into five groups (n = 6). The mice in groups 1-3 were i.v. injected with saline, ICG-HAuNS (ICG: 0.5 mg/kg; HAuNS: 1 mg/kg), or FAL-ICG-HAuNS (ICG: 0.5 mg/kg; HAuNS: 1 mg/kg) on days 0, 2, and 4. As for the ICG-HAuNS plus Hb-lipo (group 4) and FAL-ICG-HAuNS plus FAL-Hb-lipo (group 5) treatment groups, ICG-HAuNS (ICG: 0.5 mg/kg; HAuNS: 1 mg/kg) or FAL-ICG-HAuNS (ICG: 0.5 mg/kg; HAuNS: 1 mg/kg) were injected on days 0, 2, and 4, and Hb-lipo or FAL-Hb-lipo (Hb: 20 mg/kg) was injected on days 1, 3, and 5. Tumors in each group were exposed to laser irradiation (1 W/cm 2 , 2 min) on days 1, 3, and 5 (6 h after Hb-lipo or FAL-Hb-lipo injection). Tumor size (calculated as length × width 2 /2) and body weight were monitored every other day. On day 20, all mice were sacrificed and H&E staining was performed to analyze tissue damage after various treatments. In addition, Ki-67 staining was carried out to verify cancer cell proliferation. Tumors were grinded, lysed in the presence of RIPA (containing 1 mM PMSF) for 0.5 h on ice, and then passed through a 40-mm filter. The samples were centrifuged (10,000 rpm/10 min) and supernatants were used for analysis of caspase-3 and CHOP protein expression by western blot. Uncropped scans for blots are presented in Supplementary Fig. 17 . Based on the administration schedule of in vivo antitumor effect, long-term survival was recorded for up to 2 months in a separate cohort of mice. Mice were euthanized when they reached one of the endpoints: loss of 20% body weight, tumor size >1000 mm 3 , hunched back, or lethargic. In order to evaluate immune responses after the treatments, representative mice were sacrificed on day 20 and their blood samples were collected for cytokine detection (TNF-α and IFN-γ) with ELISA kits according to the manufacturer's suggestion. Moreover, CD4 + and CD8 + cells in the spleens or tumors of mice were detected by immunofluorescence staining.
In a separate experiment to investigate activation and maturation of DCs, mice bearing 50 mm 3 CT-26 tumors were randomly divided into five groups and received treatments as described above. Saline and nanoparticles were injected on day 0, and Hb-lipo and FAL-Hb-lipo were injected on day 1. All tumors were exposed to laser irradiation on day 1. Tumors and lymph nodes were collected 1 week postinjection, and MHC I + and MHC II + DCs were analyzed using flow cytometry.
Examination of hypoxia status in CT-26 tumor model. Hypoxia status in tumors was examined with immunostaining. At the end of the in vivo antitumor study with CT-26 tumors, pimonidazole hydrochloride (60 mg/kg) was i.v. injected into the mice. Mice were sacrificed 30 min later, and tumors were collected and tissue slides were processed. The samples were immunofluorescence-stained with an antibody (FITC-labeled Hypoxyprobe 1-Mab1, dilution 1:200) for pimonidazole adducts. Hypoxia status in tumor microenvironment after various treatments was determined based on fluorescence from pimonidazole (Ex: 488 nm).
Antitumor effect and immune responses in B16 tumor model. Mice bearing 100 mm 3 B16 tumors were randomly divided into seven groups (n = 6) and treated (i.v.) with saline, chemotherapy (Taxotere, injected on days 0, 2, and 4; 10 mg/kg per injection), FAL-HAuNS, ICG-HAuNS, FAL-ICG-HAuNS, ICG-HAuNS plus Hblipo, or FAL-ICG-HAuNS plus FAL-Hb-lipo (ICG: 0.5 mg/kg, HAuNS: 1 mg/kg per injection) on days 0, 2, and 4. Hb-lipo or FAL-Hb-lipo (Hb: 20 mg/kg) was injected on days 1, 3, and 5. Tumors (except the chemotherapy group) were exposed to laser irradiation (1 W/cm 2 , 2 min) on days 1, 3, and 5 (6 h after Hb-lipo or FAL-Hb-lipo injection). Mice were sacrificed 10 days after the initial injection. Tumor size and body weight were measured every other day. At the end of the experiment, tumors and major organs were excised and embedded in paraffin for H&E and Ki-67 staining.
To examine immune responses after treatments, CRT expression, CD8 + T cell population, IFN-γ, and Treg cell (Foxp3 + ) levels in tumor regions were analyzed using immunofluorescence staining. In addition, CD3 + /CD4 + or CD3 + /CD8 + T cells in the spleens and CD3 + T cells in tumors were analyzed using flow cytometry. Tregs were detected based on CD3 + /CD4 + /Foxp3 + . CD3 + /CD8 + /IFNγ + or CD3 + /CD8 + /CD44 + T cells were analyzed for activated CD8 + T cells. For detection of DC maturation, CD11c + /CD86 + /CD80 + DCs in the spleen were analyzed using flow cytometry. IL-6, TNF-α, IL-10, and IFN-γ in tumors were further examined with ELISA kits.
In a separate experiment to investigate the contribution of immune system to antitumor effect, mice bearing 150 mm 3 B16 tumors were randomly divided into four groups (n = 6) and treated (i.v.) with saline or FAL-ICG-HAuNS plus FAL-Hb-lipo following the administration scheme of antitumor effect. To deplete CD4 or CD8 T cells, after treatment with FAL-ICG-HAuNS plus FAL-Hb-lipo group followed by laser irradiation, mice were treated with intraperitoneal injection of anti-CD4 or anti-CD8 antibody (100 μg/mice per injection on days −3, 0, 2, and 4). Mice were sacrificed 10 days after the initial injection. Tumor size and body weight were measured every other day. At the end of the treatment, CD8 + and CD4 + T cells in splenic lymphocytes were analyzed with flow cytometry.
Semi-quantification by ImageJ. For each experiment, three or more fields of view were taken as fluorescent images for each group. Fluorescent intensity in each image was semi-quantitated with ImageJ and averaged. Results were displayed as mean fluorescence intensity.
Statistical analysis. All data are displayed as representative or results from multiple independent experiments. Data comparisons were performed with oneway analysis of variance test. *P < 0.05 was regarded as statistical significance. **P < 0.01 was considered as extreme statistical significance. All error bars are expressed as ±SD.
